The lowdensity nonadherent mononuclear cells were suspended at S x 10' cells/mL in RPMI 1640 medium supplemented with 15% FCS, 100 U/mL penicillin, and 100 g/mL streptomycin (tissue culture medium) and incubated for 18 hours at 37#{176}C, 5% CO2. One half of the cells were incubated in 0.5 mmol/L O'mG for 18 hours, which was previously shown to be sufficient to inactivate the alkyltransferase in myeloid cell lines.'7 Cell cultures were readjusted to 5 x 10' cells/mL in culture medium and exposed to 0 to 50 mol/L BCNU for two hours at 37#{176}C. The cell suspensions were centrifuged at 500 g for ten minutes and resuspended in fresh culture medium. Cells to be assayed for alkyltransferase were centrifuged at 500 g for ten minutes at 4#{176}C, resuspended in PBS and 1 mmol/L EDTA, washed twice in this buffer by centrifugation, and stored at -20#{176}C. Cell extracts were prepared as
by using a sonic cell disrupter, and the protein and DNA content was determined as described. 
